:
Sequence of RNA transcripts containing multiple FLAG coding sequences. in an E. coli cell-free expression system. The RNA was translated in a cell-free translation system (PURExpress, New
G GGA GCC ACC AUG GAC UAC AAG GAC GAC GAC GAC AAG AUC AUC GAC UAU
England Biolabs) at 1 M concentration. After being incubated at 37°C for 2 h, 1 L of each reaction mixture was analyzed by SDS-PAGE using a 1020% Tris-glycine gel. The peptides were then transferred to a PVDF membrane.
Anti-FLAG M2 monoclonal antibody (Sigma-Aldrich) and anti-mouse IgG peroxidase-conjugated antibody (Sigma-Aldrich) were used to visualize the blot. Letters "L" and "C" in the figure stand for linear RNA or circular RNA, respectively.
